Background: Melanoma is a type of cancer that develops from the pigment-containing cells. Until now, its pathological mechanisms remain largely unknown. The aim of this study was to identify metastasis-related microRNA (miRNAs) and gain an understanding of the biological functions in the metastasis of melanoma. Methods: We searched the PubMed and Gene Expression Omnibus database to collect miRNA expression profiling datasets about melanoma, with key words of "melanoma", "miRNA", "microarray", and "gene expression profiling". Only the original experimental works published before June 2016 for analyzing the metastasis of melanoma were retained, other nonhuman studies, reviews, and meta-analyses were removed. We performed a meta-analysis to explore the differentially expressed miRNA between metastatic and nonmetastatic samples. Moreover, we predicted target genes of the miRNAs to study their biological roles for these miRNAs. Results: We identified a total of 63 significantly differentially expressed miRNAs by meta-analysis of the melanoma expression profiling data. The regulatory network constructed by using these miRNAs and the predicted targets identified several key genes involved in the metastasis of melanoma. Functional annotation of these genes indicated that they are mainly enriched in some biological pathways such as mitogen-activated protein kinase signaling pathway, cell junction, and focal adhesion. Conclusions: By collecting the miRNA expression datasets from different platforms, multiple biological markers were identified for the metastasis of melanoma. This study provided novel insights into the molecular mechanisms underlying this disease, thereby aiding the diagnosis and treatment of the disease.
IntroductIon
Melanoma is the neoplasm of the cells that develops from melanocyte. [1] It could develop in skin or in mouth, eye, and intestine. [2] It has long been considered as resulting from environmental factors such as ultraviolet light exposure. [3] Every year, more than 200,000 people were diagnosed with melanoma and it results in more than 50,000 deaths worldwide. [4] The incidence of melanoma has been increasing at a high speed in recent years. Until now, surgical resection and chemotherapy are still the best curative options for the treatment of melanoma. However, the postoperative 5-year survival rate is only 5-10% due to the high rate of metastasis in patients who have had resection. [5] This study aimed to identify novel biomarkers and to elucidate the molecular mechanisms underlying melanoma metastasis.
In recent years, extensive studies have indicated that microRNAs (miRNAs) are widely involved in the prognosis, metastasis, and overall patient survival of melanoma. [6] miRNA is a kind of small noncoding RNA that regulates gene expression at post-transcriptional level. [7] The major function of miRNA is to regulate the gene expression by binding to the 3'-untranslated region of target mRNAs. [8] Until now, more than 2000 miRNA genes have been identified in the human genome (miRBase release 21). [9] These miRNAs
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participate in many key cellular processes including proliferation, apoptosis, and metastasis. [10] De-regulation of miRNA expression has been identified in many cancer types, including melanoma. Their functions as etiologic factors in melanoma have been widely revealed. However, these studies are very limited, and the results were inconclusive. The underlying pathogenesis of melanoma, especially for their metastasis, remains far from understood. To derive a more precise estimation of the association between these miRNAs and melanoma, a meta-analysis is needed to help us to better understand the possible risk factor for melanoma metastasis.
In this study, we collected several miRNA expression profiling datasets for melanoma, and then a meta-analysis was performed to identify the differentially expressed miRNAs between metastatic and nonmetastatic samples. We identified the predicted targets of these differentially expressed miRNAs. Functional annotation of the miRNA target genes was further performed to explore the putative links between these miRNAs and melanoma metastasis. We demonstrated that signaling pathways involved in many fundamental biological processes are linked to the metastasis of melanoma, such as focal adhesion pathway and mitogen-activated protein kinase (MAPK) signaling. Our results provide clues for the mechanism of melanoma metastasis and could be used for miRNA-based drug development for preventing this disease.
Methods

Data collection
We first searched the PubMed and Gene Expression Omnibus database to collect miRNA expression profiling datasets about melanoma. Key words including "melanoma", "miRNA", "microarray", and "gene expression profiling" were used for data searching. Only the original experimental works published before June 2016 for analyzing the metastasis of melanoma were retained, other nonhuman studies, reviews, and meta-analysis were removed. In addition, we screened that those expression profiles have more than six arrays. Finally, a total of seven expression profiles which included 82 metastatic and 87 nonmetastatic samples were collected [ Table 1 ].
Data preprocessing
For each dataset, the missing values in the original expression values were imputed by using the R package of impute, [18] and then the expression values were logarithmically transformed (base 2) and quantile normalized for each dataset. The average expression value was used if there were multiple probes for a given miRNA in each sample. To make the expression profiles from different comparable studies, the Z-score transformation approach was used to calculate the expression intensities for each gene expression profile to remove the inconsistency and heterogeneity. [19] Z-score was defined as the difference of raw intensity data for each gene and the average gene intensity within a single experiment divided by the standard deviation of all of the measured intensities. Then, all the samples were combined for the subsequent analysis.
MicroRNA target prediction and functional annotation
The predicted targets of miRNAs were obtained from TargetScan, [20] miRanda, [21] and PITA databases. [22] The predicted targets obtained from at least two programs were regarded as the reliable target genes. Based on the interactions of miRNAs and target genes, the miRNA function network was built. The gene ontology (GO) enrichment analysis was performed to investigate the main function of target genes by using the web-based software Gorilla. Hypergeometric test was used to classify the GO category. Adjusted P values were computed for the GO terms by multiple test adjustment of Benjamini-Hochberg (BH). GO terms with an adjusted P < 0.05 were selected. In addition, for identifying the biological pathways associated with the metastasis of melanoma, we also performed the Kyoto Encyclopedia of Genes and Genomes (KEGG) enrichment analysis of target genes.
Statistical analysis
To get the overview of the global shifts of gene expression in metastasis samples, the limma algorithm was used to identify the differentially expressed miRNAs between metastasis and control samples. [23] The BH method was used for multiple test correction. False discovery rate (FDR) <0.01 was selected as the criteria for calculating significant differences. Then, the unsupervised hierarchical clustering analysis of differentially expressed genes was performed.
results
MicroRNA expression profiles
In recent years, many studies have indicated that miRNAs are involved in the development of melanoma. [24] High throughput methods such as microarray have been widely used to get miRNA expression profiling for many cancer types including the melanoma. [25] However, due to the different platforms used for these researches, only few of the identified miRNAs can be mutually identified. To overcome this problem, we collected seven expression profiles for metastatic samples of melanoma to perform the meta-analysis [ Figure 1 ]. The number of the samples for these studies ranged from 12 to 37, with the total number of 169 samples for all the studies. We collected these expression profiles and performed the quantile normalization for each datum. Then, the Z-score transformation method was used to make the global normalization.
Identification of differentially expressed microRNAs
We used the limma package to identify the differentially expressed miRNAs between metastatic and control samples. With the threshold of FDR <0.05, a total of 63 miRNAs were identified as differentially expressed. Among these genes, 35 were upregulated and 28 were downregulated. The top ten upregulated and downregulated miRNAs are listed in Table 2 , which include the hsa-mir-205, hsa-mir-203, hsa-mir-508, hsa-mir-514-1, hsa-mir-509-1, and hsa-mir-506. The full miRNA list is provided as Supplementary Table 1 . miRNA with the most high upregulation was hsa-mir-508, with a 15-fold higher expression in metastatic samples. We also performed an unsupervised hierarchical clustering analysis of these differentially expressed miRNAs and revealed distinct expression patterns in metastatic and control samples [ Figure 2 ], suggesting the potential of expression profiles of these top differentially expressed genes to distinguish sample status for melanoma.
miRNA regulatory network
To get a more comprehensive understanding of the biological roles of the differentially expressed miRNAs in melanoma metastasis, the targets of these differentially expressed miRNAs were predicted by using TargetScan, PITA, and miRanda. A total of 816 protein-coding genes were predicted to be regulated by the miRNAs identified above. Then, we constructed the miRNA regulatory by using the differentially expressed miRNAs and the predicted targets. This network consisted of 880 nodes and 1576 edges [ Figure 3 ]. Within this network, 9 miRNAs were associated with only one kind of downstream gene, while 18 miRNAs were associated with more than 30 target genes. The top-ranked miRNA included hsa-mir-548b, hsa-mir-181b-2, hsa-mir-141, hsa-miR-766, and hsa-miR-203. For miRNA targets, KSR2, SUDS3, SH3TC2, MVB12B, and LONRF2 were all critical genes that demonstrated to have the highest connectivity in the miRNA regulatory network, suggesting that these genes could be of functional importance for the metastatic processes. Bhattacharya et al. [17] GEO: Gene Expression Omnibus. 
Gene ontology and Kyoto Encyclopedia of Genes and Genomes pathway analyses of predicted microRNA targets
To get a more comprehensive understanding of the biological roles of these differentially expressed miRNAs in melanoma, we also performed the GO categories enrichment analysis for the miRNA target genes by using the Gorilla online software. GO category provides a descriptive framework of functional annotation for gene set analysis. With the FDR <0.05, we found GO terms for biological processes significantly enriched in nuclear division, cell division, mitotic cell cycle, etc. [ Figure 4 ]. Whereas for molecular functions, the enriched GO terms mainly included hydrolase activity, transmembrane transporter activity, and protein kinase binding [ Supplementary Figure 1] . In addition, we also performed the KEGG pathway enrichment analysis to further evaluate the biological significance for the differentially expressed genes. The top-enriched biological pathways mainly included pathways in cancer, MAPK signaling pathway, cell junction, focal adhesion, and cell adhesion [ Table 3 ].
dIscussIon
Metastasis is the major cause of the poor outcome of melanoma. To date, the cause of melanoma metastasis is still far from understood. A better understanding of the pathogenesis of metastasis could be of paramount importance for drug development and treatment of this disease. In recent years, gene expression profiling analysis has been shown to be a useful tool to investigate the pathophysiology of complex genetic tracts, such as cancer. A large number of miRNAs involved in many critical cellular pathways of cancer progression have also been identified to have an aberrant expression in melanoma.
Until now, studies focusing on the miRNA expression profiling analysis on the metastasis of melanoma are of comparatively limited value. In this study, we collected those miRNA expression profiling datasets of melanoma and performed a systemic meta-analysis to retrieve metastasis-associated miRNAs. A total of 63 differentially expressed miRNAs could successfully classify the different types of samples. Many of these miRNAs identified are known to be involved in a variety of cancer types. Specifically, miR-23 has been identified as upregulated in many cancer types that represent putative oncogene, [26, 27] whereas miR-625 could function as a tumor suppressor that cause downregulation in esophageal squamous cell carcinoma [28] and colorectal cancers. [29] In addition, many predicted targets of the differentially expressed miRNA have also been suggested to have an association with cancer development. For instance, KSR2 was essential to tumor cell energy homeostasis and was critical to the integration of mitogenic and metabolic signaling pathways. [30] The followed functional implication analysis indicated several physiological impact pathways for the metastasis of these diseases. We constructed the miRNA regulatory network based on the differentially expressed miRNA. Moreover, we utilized GO and KEGG pathway enrichment analyses to further interpret their biological functions. This systematic meta-analysis of gene profiling took a step in investigating the mechanisms underlying the metastasis of melanoma. These findings have dramatically expanded our knowledge of pathophysiology of this disease.
In conclusion, by collecting the miRNA expression datasets from different platforms, multiple biological markers were identified for the metastasis of melanoma. This work was important to characterize the specific roles of those genes involved in the pathogenesis of melanoma. Functional analysis of these genes may provide additional insights into the complex process of these diseases. In addition, this analysis may help improve the diagnosis and treatment of this disease.
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